Indoleamine 2,3-dioxygenases (IDOs) are tryptophan-catabolizing enzymes with immunomodulatory functions. However, the biological role of IDO2 and its relationship with IDO1 are unknown. To assess the relationship between IDO2 and IDO1, we investigated the effects of co-expression of human (h) IDO2 on hIDO1 activity. Cells co-expressing hIDO1 and hIDO2 showed reduced tryptophan metabolic activity compared with those expressing hIDO1 only. In a proteomic analysis, hIDO1-expressing cells exhibited enhanced expression of proteins related to the cell cycle and amino acid metabolism, and decreased expression of proteins related to cell survival. However, cells co-expressing hIDO1 and hIDO2 showed enhanced expression of negative regulators of cell apoptosis compared with those expressing hIDO1 only. Co-expression of hIDO1 and hIDO2 rescued the cell death induced by tryptophan-depletion through hIDO1 activity. Cells expressing only hIDO2 exhibited no marked differences in proteome profiles or cell growth compared with mock-transfectants. Cellular tryptophan metabolic activity and cell death were restored by co-expressing the hIDO2 mutant substituting the histidine 360 residue for alanine. These results demonstrate that hIDO2 plays a novel role as a negative regulator of hIDO1 by competing for heme-binding with hIDO1, and provide information useful for development of therapeutic strategies to control cancer and immunological disorders that target IDO molecules.
INTRODUCTION
Indoleamine 2,3-dioxygenase 1 (IDO1) and its paralog IDO2 1,2 are involved in tryptophan catabolism. IDO molecules have immunosuppressive functions, as IDO1 is required for maternal tolerance to fetal tissue and L, D-1-methyl tryptophan (1MT)-triggered rejection of the fetal tissue. 3 IDO1 has been implicated in various diseases, including cancers, chronic infection and autoimmunity. 4 Genetic ablation of Ido1 leads to upregulation of Ido2 in the epididymis, suggesting a possible functional overlap between these two molecules. 5 In this study, we evaluated the function interaction between IDO1 and IDO2, focusing on the impact of IDO2 co-expression on IDO1 catalytic activity.
IDO1 is the major rate-limiting enzyme that catalyzes conversion of tryptophan to kynurenine, an initial step in tryptophan degradation by the kynurenine pathway. 6, 7 Human (h) IDO1 shares 58% sequence homology with mouse IDO1. 8 IDO1 is widely expressed in various tissues, including lung, small intestine, placenta, spleen, central nervous system and epididymis, 5, 9, 10 and its expression is increased markedly in various cancers. IDO1 plays a role in immune tolerance, 11, 12 promoting tumorigenesis. [13] [14] [15] IDO1-mediated tryptophan depletion is considered to be one of the immune suppressive mechanisms and a target pathway for development of anticancer drugs.
IDO2 was identified by in silico mapping of the National Center for Biotechnology Information human genome sequence using the IDO1 sequence as a probe. 2 It was mapped to chromosome 8p12, immediately downstream of the IDO1 gene. The hIDO2 protein shows 43% amino acid homology with hIDO1. 16 IDO2 is detectable in placenta, brain, liver, kidney and the epididymis of mice 5 and some human gastric, colon and pancreatic cancer cell tumors. 17, 18 However, the functional activity of IDO2 is obscure. IDO2 is considered to be biologically inactive or active only under specific (albeit uncharacterized) conditions. 19 Kynurenine is not detectable in HEK293 cells transfected with hIDO2, 20, 21 but is present at low levels in a cell line transfected with an inducible construct. 2 IDO1 and IDO2 seem to be regulated differently because the levo (L)-1MT isomer eliminates IDO1 activity, 2, 18, 19 whereas the dextro (D)-1MT stereoisomer exclusively blocks IDO2 activity. 2 Because IDO2 has a very-low level of catalytic activity, it may have a distinct biological role. IDO2, but not IDO1, is a critical mediator of arthritis development and autoantibody production, 22 suggesting separate in vivo functions for IDO1 and IDO2. However, the IDO2 blocker D-1MT has been evaluated in clinical trials as an anticancer treatment, suggesting that IDO2 may play a cooperative role with IDO1 in immune regulation. Both IDO1 and IDO2 are expressed in normal mouse epididymis, but IDO2 is highly upregulated in the epididymis of IDO1-deficient mice. 5 High IDO2 expression is insufficient to compensate for kynurenine production. Upregulation/alteration of IDO2 splice variants was detected in peritoneal macrophages of IDO1-deficient mice, but no such changes in IDO1 expression or activity were observed in IDO2-deficient mice. 23 Therefore, we presume that IDO2 plays a particular biological role and that interplay and/or interactiveregulation between IDO1 and IDO2 is possible.
In this study, we investigated the influence of hIDO2 coexpression on hIDO1 catalytic activity to assess the interplay between these two molecules, using a hIDO1 and hIDO2-overexpressing cell line. The results reveal a novel regulatory effect of hIDO2 on hIDO1 catalytic activity and the possible underlying mechanism.
MATERIALS AND METHODS

Plasmid DNA
hIDO1 and hIDO2 (named hIDO1-2) recombinant DNA, the hIDO1-coding region tagged with Flag, or hIDO2 tagged with hemagglutinin (HA) were subcloned into bicistronic vectors including the internal ribosomal entry site or the porcine teschovirus-1 (P2A) peptide to construct hIDO1 and hIDO2. 24 The enhanced green fluorescent protein (eGFP) or mCherry was included as a reporter gene. The hIDO2 (H; H360A) mutant, with alanine replacing histidine at position 360, was constructed by polymerase chain reaction-based site-directed mutagenesis using the forward primer 5′-CTGCGGAGCTATGCCATCACCATG-3′ and the reverse primer, 5′-CATGGTGATGGCATAGCTCCGAG-3′.
Cell culture and construction of hIDO-expressing HEK293 stable cell lines Human embryonic kidney (HEK293) cells were maintained in Dulbecco's modified Eagle's medium (Gibco, Grand Island, NY, USA) supplemented with 10% bovine calf serum, penicillin, streptomycin and gentamycin. HEK293 cells were transfected with 2 μg of the hIDO1, hIDO2, hIDO1-2 or hIDO1-2 (H) hIDO DNA constructs using the calcium phosphate or polyethylenimine (PEI) (SigmaAldrich, St Louis, MO, USA) transfection method to construct hIDO1-, hIDO2-and hIDO1-hIDO2-expressing HEK293 stable cell lines. Transfected HEK293 cells were selected with 20 μg ml −1 blasticidin (Invitrogen, Carlsbad, CA, USA) including 50 μM L-tryptophan (L-Trp) (Sigma-Aldrich) for 2-4 weeks, and single-cell originated hIDO-expressing stable cell lines were isolated by flow cytometry analysis and western blotting.
Kynurenine assay
The catalytic activity of the hIDOs was measured by means of a colorimetric kynurenine assay. 25 Briefly, stable hIDO1-expressing HEK293 cells were transfected with hIDO2 wild-type and hIDO2 mutant DNAs using PEI. The next day, the medium was exchanged for fresh medium containing 100 μM L-Trp, and the culture supernatants were harvested after additional 24 h incubation. The hIDOexpressing HEK293 stable cells were seeded onto a 96-well plate at 2 × 10 5 cells per well in the absence or presence of 100 μM L-Trp, and the culture supernatants were harvested after 24 h incubation. A 160 μl aliquot of culture supernatant was transferred to a 96-well roundbottom plate (SPL Life Sciences, Pocheon, Korea); 10 μl of 30% trichloroacetic acid (Sigma-Aldrich) were added to each well and plates were incubated for 30 min at 50°C to hydrolyze N-formylkynurenine to kynurenine. The samples were then centrifuged at 3000 g for 10 min. Then, 100 μl aliquots of the supernatant were harvested and mixed with 100 μl of freshly prepared Ehrlich's reagent (2% 4-demethylaminobenzaldehyde in glacial acetic acid; Tokyo Chemical Industry, Tokyo, Japan). Absorbance at 492 nm was measured using a microplate reader (BioTek, Winooski, VT, USA) with the Gen5 software (BioTek) after 10 min incubation.
Proteomic analysis
The hIDO1-, hIDO2-and hIDO1-2-expressing HEK293 stable cell lines were subjected to proteomic analysis. Proteins were quantitated and identified using isobaric tags for relative and absolute quantitation 26 and mass spectrometry. A total of 2557 proteins were analyzed using the International Protein Index Human Database with the proteomic tools. Normalized intensities for those proteins were determined using a hierarchical clustering algorithm. Analysis of variance was performed to identify differentially expressed proteins with a threshold false discovery rate. Significantly differentially expressed proteins were classified based on their biological functions. Enrichment of each biological category was examined statistically using Fisher's exact test.
Cell proliferation assay
The stable hIDO-expressing HEK293 cell lines were seeded in 96-well plates at a density of 4 × 10 4 per well. Cell proliferation rates were then measured with the colorimetric WST-1 assay (ITSBio, Seoul, Korea) over 3 days in the absence or presence of 25 μM L-Trp. Absorbance at 450 nm was measured using a microplate reader with the Gen5 software.
Flow cytometry analysis
The stable hIDO1-expressing HEK293 cell lines transfected with hIDO2 and hIDO2 (H) mutant DNAs were fixed in 4% paraformaldehyde for 10 min at 48 h posttransfection. Fixed cells were washed with Triton buffer (0.5% Triton X-100, 0.1% BSA in PBS) and stained with anti-HA epitope (Applied Biological Materials, Richmond, BC, Canada) primary antibodies, and an allophycocyanin-conjugated rat anti-mouse secondary IgG antibody (BD Biosciences, Franklin Lakes, NJ, USA). The stained cells were washed and analyzed by FACSCalibur (BD Bioscience) running the FlowJo software (Tree Star, Ashland, OR, USA).
Western blotting assay
The stable hIDO-expressing HEK293 cell lines were harvested and lysed with RIPA buffer (1 ml/1 × 10 7 cells; 150 mM NaCl, 50 mM TrisHCl [pH 7.4], 1% NP-40, 0.1% sodium deoxycholate, 1 mM EDTA and protease inhibitors). Cell lysates were loaded onto a 10% sodium dodecyl sulfate-polyacrylamide gel electrophoresis gel and stained with mouse Flag epitope (Sigma-Aldrich) and anti-HA epitope (Applied Biological Materials) primary antibodies and a horseradish peroxidaseconjugated goat anti-mouse secondary IgG antibody (KOMA Biotechnology, Seoul, Korea). A monoclonal anti-β-actin (Sigma-Aldrich) antibody was used as the loading control. An enhanced chemiluminescence reagent (Intron, Seoul, Korea) was used to visualize the protein signals.
Statistical procedures
The statistical analysis was performed using the two-tailed t-test with the GraphPad Prism ver. 5 software (GraphPad Software, San Diego, CA, USA). A value of Po0.05 was taken to indicate statistical significance.
RESULTS
Overexpression of hIDO2 leads to decreased hIDO1 activity at the single-cell level We measured kynurenine production by hIDO1 and hIDO2 (hIDO1-2)-overexpressing HEK293 cell lines in comparison with those produced by HEK293 cells expressing either hIDO1 or hIDO2 to investigate the influence of hIDO2 on hIDO1 functional activity. Transfection with a plasmid in which recombinant DNAs encoding Flag-tagged hIDO1 and HAtagged hIDO2 were linked with the 2A peptide was used to establish hIDO1 and hIDO2-co-expressing HEK293 cells ( Figure 1a ). HEK293 cells transfected to co-express Flag-tagged hIDO1 and HA-tagged hIDO2, and control cells transfected to express either Flag-tagged hIDO1 or HA-tagged hIDO2, were cultured with 20 μg ml −1 blasticidin for 2-4 weeks. More than five single-cell originating cell lines expressing hIDO1 and hIDO2 at similar levels were selected from each group of transfectants, and their expression levels were confirmed by Western blotting using anti-Flag and HA antibodies ( Figure 1b) .
The stable cell lines were subjected to kynurenine assay after an overnight incubation. Cells expressing hIDO1 only had high tryptophan catalytic activity and produced 64.54 ± 2.19 μM kynurenine, whereas those expressing only hIDO2 showed significantly lower tryptophan metabolic activity, as evidenced by their production of p 2 μM kynurenine. These results agree with those of previous studies. 20, 21 Interestingly, kynurenine production by HEK293 cells co-expressing hIDO1 and hIDO2 was significantly lower (mean, 56.40 ± 2.75 μM) than that by cells expressing only hIDO1, despite the similar hIDO1 expression of these two cell lines. This difference in L-Trp catalytic activity between the two cell lines was confirmed upon addition of 100 μM L-Trp to the culture medium. L-Trp supplementation increased kynurenine production by both co-expressing cells and those expressing only hIDO1 (87.57 ± 4.01 and 111.67 ± 4.43 μM, respectively) ( Figure 1c) . This difference remained when the IDO1 inhibitor L-1MT was added to the medium; however, this treatment decreased kynurenine production by both cell types in a dose-dependent manner. Therefore, co-expression of hIDO2 reduced the catalytic activity of hIDO1.
Differential protein expression profiles of the hIDO1-, hIDO2-and hIDO1-2-expressing stable cell lines and implications for cell survival We compared the protein profiles of cells expressing either hIDO1 or hIDO2 with those co-expressing hIDO1 and hIDO2 (hIDO1-2) to evaluate the effect of hIDO2 co-expression on HEK293 cells were transfected with plasmid DNA as shown in a, and subsequently selected with 2 μg ml −1 blasticidin for 2-4 weeks to generate stable cell lines. hIDO1 or hIDO2 protein levels were determined by staining with anti-Flag and -hemagglutinin monoclonal antibodies, respectively, using the LAS 4000 Mini. β-actin was used as the internal control. (c) Kynurenine production was measured with a quantitative colorimetric assay using Ehrlich's reagent. hIDO-expressing stable cell lines were incubated for 24 h with complete medium including 100 μM L-tryptophan (L-Trp) in the absence or presence of 100 or 500 μM of the IDO inhibitor L-1MT. *Po0.05, **Po0.01, ***Po0.001. Data shown (b and c) represent at least three independent experiments. the catalytic activity of hIDO1 (Figure 2 ). Among the 2557 proteins analyzed, 159 were identified by analysis of variance as differentially expressed among the groups with fold-changes 41.5. A heat map analysis showed differential protein expression among the stable hIDO1-, hIDO2-and hIDO1-2-expressing HEK293 cell lines (Figure 2a) . The top six biological classifications were identified by Fisher's exact test (Figure 2b) . Unexpectedly, hIDO2 overexpression did not result in marked changes in protein profile compared with mock-transfected control cells. However, hIDO1 overexpression enhanced the expression of proteins related to the cell cycle and amino acid metabolism compared with mock-transfected cells, suggesting enhanced metabolic activity in hIDO1-expressing cells. Additionally, the expression of cell survival/negative regulation of cell death-related proteins also showed considerable changes. Among the 159 proteins, 69 were expressed at higher levels by cells co-expressing hIDO1 and hIDO2 compared with cells expressing only hIDO1 (Table 1) ; 46 proteins were expressed at lower levels ( Table 2) . Seven of the 67 proteins whose expression was enhanced in cells co-expressing hIDO1 and 33 ) were related to cell morphogenesis, proliferation or negative regulation of cell death/apoptosis (Figure 2c ). The expression levels of these proteins were not enhanced markedly in cells expressing only IDO2. IDO1 levels were slightly (1.5 × ) higher in the co-expressing cells than in those expressing hIDO1 only. Therefore, the proteins whose expression was enhanced in co-expressing cells would likely be those suppressed by hIDO1 over-expression, and suppression of which was reversed in the presence of hIDO2, regardless of its function.
Co-expression of hIDO2 alleviate cell growth arrest and death
The proteomic analysis indicated that the expression levels of negative regulators of cell death were enhanced in cells coexpressing hIDO1 and hIDO2. Therefore, we postulated that high catalytic activity of hIDO1 would increase susceptibility to cell death (likely because of rapid depletion of tryptophan in the culture medium). Moreover, the reduced hIDO1 activity because of hIDO2 co-expression would rescue the cells from death. To test this, we compared the growth and death of cells co-expressing hIDO1 and hIDO2 and cells expressing hIDO1 only. Cell proliferation and morphological changes were examined under a microscope ( Figure 3a) ; proliferation was also assessed using the quantitative colorimetric WST assay (Figure 3b ). Microscopic observations and the WST assay showed that the proliferation and growth of cells overexpressing only hIDO1 were limited, whereas cells overexpressing hIDO2 and mock-transfected cells continued to proliferate. Interestingly, cells that over-expressed hIDO1 together with hIDO2 showed two-fold greater proliferation and enhanced survival compared to cells overexpressing only hIDO1. Supplementation of the culture medium with L-Trp increased the difference in survival between the two cell lines (Figure 3c ). These results indicate that hIDO1 overexpression rapidly induced cell death, which was alleviated by hIDO2 coexpression because of a reduction in the catalytic activity of hIDO1.
hIDO1 functional activity is modulated via the hIDO2-heme-binding site Based on our results, we hypothesized that the negative regulation of hIDO1 activity by hIDO2 co-expression may be because of competition rather than any specific hIDO2 functional activity. hIDO2 has two immunoreceptor tyrosine-based inhibition (ITIM) motifs, which play roles in immune cell signal transduction; 34, 35 and a heme-binding site, which is essential for hIDO1 catalytic activity. 34, 36, 37 These two sites correspond to regions in the IDO2 sequence, in which mutations or alternative splicing occur. 2 Therefore, we postulated that hIDO2 suppresses hIDO1 catalytic activity through heme-binding site-based competition with hIDO1. To test this, we generated a hIDO2 mutant, in which the histidine residue at position 360 was substituted for alanine (H360A) to abrogate hIDO2 hemebinding activity. Then, we examined the effects of co-expression of this hIDO2 mutant with hIDO1 ( Figure 4a) . A DNA construct harboring the HA-tagged hIDO2 mutant was transfected into stable hIDO1-expressing cell lines at various doses, and kynurenine production by cells expressing H360A was compared with that of control cells transfected with wild-type hIDO2 and mock-transfected control cells. Flow cytometry analysis confirmed dose-dependent expression of the wide type or mutant form of hIDO2 after transfection; however, the levels were consistent among the hIDO2 forms transfected with an identical dose (Figure 4b ). The hIDO2 did not exert suppressive effects when H360A (hIDO2 heme-binding mutant) was coexpressed with hIDO1, as kynurenine production increased significantly compared with that in hIDO2-transfected control cells in a DNA-dose-dependent manner (Figure 4c ). These results suggest that negative regulation by hIDO2 is based on competition with hIDO1 for heme binding. Effect of the IDO inhibitor L-1MT on hIDO1 functional activity upon co-expression with hIDO2 or hIDO2 (H) genes Next, we generated stable cell lines from hIDO1-expressing cells that stably co-expressed the hIDO2 wild-type or the H360A mutant. These cells were subjected to kynurenine assay following growth in medium supplemented with L-Trp. Cell lines expressing hIDO2 at similar levels were selected after flow cytometric analysis of levels of HA-tagged, wild-type and mutant hIDO2. Co-expression of the H360A mutant did not suppress hIDO1 catalytic activity to the same degree as did co-expression of wild-type IDO2 (Figure 5a ). Although L-1MT co-treatment significantly reduced hIDO1 activity, such trends were still maintained (Figure 5a ). Therefore, the suppressive effects of hIDO2 were focused on hIDO1 catalytic activity. Next, we investigated whether the H360A mutant could restore the reduction in growth rate caused by hIDO1-mediated tryptophan depletion. WST proliferation assays demonstrated that co-expression of the H360A mutant did not negatively affect hIDO1-mediated cell death compared with co-expression of wild-type hIDO2 during the 3-day culture period. This resulted in early arrest of the growth of cells coexpressing the H360A mutant and hIDO1, as well as cells expressing hIDO1 only (Figure 5b ). These results confirm that hIDO2 negatively regulates hIDO1 catalytic activity via its heme-binding domain.
DISCUSSION
Our findings demonstrated that hIDO2 functioned as a negative regulator of hIDO1 catalytic activity, an effect mediated by its heme-binding activity.
In contrast to the established biological role of IDO1 in tryptophan catabolism and as an immune modulator implicated in tumors and inflammatory diseases, the biological relevance of IDO2 is unknown. Here, we demonstrated that hIDO2 suppressed the catalytic activity of hIDO1. Kynurenine assays revealed that IDO2 had negligible catalytic activity, in agreement with previous reports that IDO2 is inactive under physiological conditions and that its catalytic activity corresponds to only 3-5% of that of IDO1. 16, 38 Although IDO2 is a candidate target of D-1MT, which has been evaluated in clinical trials for treatment of cancers, 39 the physical evidence supporting this notion is reliant on inhibition of the already very-low catalytic activity of IDO2. We did not detect inhibition by D-1MT of hIDO1 catalytic activity (data not shown), consistent with a previous report that IDO1 is not a D-1MT target. 19 We could not determine whether hIDO2 catalytic activity is the D-1MT target because hIDO2 catalytic activity was negligible. These results suggest that IDO2 does not play a role as an active catalytic enzyme, and suggest that the anticancer effect of D-1MT may be dependent on negative regulation of IDO1 catalytic activity by IDO2, as IDO2 is a target of D-1MT.
Co-expression of IDO1 and IDO2 has been detected in tumor cells, dendritic cells and the epididymis. 5, 9 The IDO2 protein is highly upregulated in the epididymis of IDO1-deficient mice, suggesting that it contributes to immune modulation or maintenance of IDO1 tryptophan metabolism 5 . IDO2 upregulation in IDO1-deficient mice suggests a functional interaction between these two molecules. Here, we provide evidence that IDO2 co-expression suppresses IDO1 catalytic activity, and that this effect is dependent on the presence of an intact heme-binding site. This finding indicates that the IDO2 heme-binding site is the active site, suggesting the presence of competition for heme-binding upon co-expression of IDO1 and IDO2. Therefore, although IDO2 is inactive during tryptophan metabolism, a mutation in the heme-binding site or a change in Figure 3 Alleviation of cell growth arrest and death by coexpression of hIDO2. (a) Morphological changes in hIDO1-, hIDO2-or hIDO1-2-expressing HEK293 stable cells in the absence or presence of 25 μM L-Trp were detected on day 3 during the cell proliferation assay (×100 magnification). Cell proliferation was measured by WST colorimetric assay during the 3-day culture period in the (b) absence or (c) presence of 25μM L-Trp. Absorbance at 450 nm was measured using a microplate reader. Cell proliferation values on day 2 were subjected to statistical analysis. All experiments were performed independently three times. ns, not significant, ***Po0.001.
its expression level could regulate IDO1 catalytic activity, even if the IDO1 expression level is unaffected.
In addition to their catalytic activity, IDO1 and IDO2 have signaling activities because of their two putative ITIMmotifs. 34, 35 The ITIM-motif is responsible for transforming growth factor (TGF-β)-mediated signaling, and the TGF-β-IDO axis activates the noncanonical nuclear factor-κB pathway through SHP. 34 Signaling activity regulates IDO expression. In this study, mutation of the active ITIM-motif at position 266 34 resulted in maintenance of the heme-binding-mediated negative regulation by hIDO2 of hIDO1 catalytic activity (data not shown). Therefore, the hIDO2-ITIM-motif may be irrelevant to the catalytic function and suppression of hIDO1 catalytic activity by hIDO2.
Our data demonstrate that hIDO2 plays a role as a negative modulator of hIDO1 activity, rather than as a catalytic enzyme. This is further supported by the independent and separately grouped protein profiles of hIDO2-and hIDO1-expressing cells. Although we did not perform a functional assessment of these molecules in immunological tolerance in this study, IDO1-dependent generation of T-regulatory cells has been reported to be defective in IDO2-deficient mice, 23 supporting our suggestion of a functional interaction between IDO1 and IDO2. However, the fact that IDO2 deficiency reduces inflammatory cytokine production after immune stimulation suggests a non-redundant function. 23 In addition, IDO1-and IDO2-deficient mice showed different susceptibilities to antibodymediated autoimmunity. 22 Therefore, IDO2 might play a separate role. The proteomes of cells expressing only hIDO2 showed few changes compared with those of mock-transfectants, suggesting that hIDO2 rarely functions under nonstimulatory normal conditions (Figure 2a ). Therefore, it is possible that hIDO2 expression and function are induced by environmental changes such as inflammation or increased needs for tryptophan catabolism. One possible scenario is that hIDO2, when over-expressed in the presence of hIDO1, reduces hIDO1 catalytic activity through competition for heme-binding, but may play independent roles related to immune modulation through its ITIM-motif under activating conditions. In summary, our results suggest a novel role for hIDO2 as a negative regulator of hIDO1 catalytic activity, an effect associated with the heme-binding site. These results provide information useful for both understanding the role of IDO2 Figure 4 Human indoleamine 2,3-dioxygenase 2 (hIDO2) modulates hIDO1 functional activity through the heme-binding histidine residue 360 in a dose-dependent manner. (a) The hIDO2 amino acid sequence obtained from the National Center for Biotechnology Information (GenBank accession number: NP_919270) annotated with the putative immunoreceptor tyrosinebased inhibition ITIM1 and ITIM2 motifs, and heme proximal ligand. The hIDO2 (H) mutant was constructed by substituting histidine 360 for alanine (H360A). Mutated residues are shown in bold. (b) Flow cytometric analysis of protein expression after transient transfection with hIDO2 or hIDO2 (H) constructs into the green florescent protein-expressing hIDO1 stable cell line. Plasmid DNAs (0.5, 1, and 2 μg) were subjected to transfection using polyethyleneimine. hIDO2 and hIDO2 (H) protein levels were compared after gating green florescent protein-positive hIDO1-expressing cells stained with an anti-hemagglutinin primary antibody and allophycocyanin-conjugated secondary antibodies 48 h after transfection. The mean hIDO2 fluorescence intensity values of all transfected cells were plotted. (c) Kynurenine production was measured using Ehrlich's reagent and calculated compared to the mock-transfectant at 48 h posttransfection. Empty vector was used as the mock control. ns, not significant, *Po0.05, **Po0.01, ***Po0.001. and the development of IDO1-targeted therapeutic strategies for cancers and immunological diseases. Cell proliferation values on day 2 were subjected to statistical analysis. Absorbance at 450 nm was measured using a microplate reader with the Gen5 software. ns, not significant, *Po0.05, **Po0.01, ***Po0.001.
